Background: This study was conducted to investigate the correlation between clinicopathological features and post-therapeutic response in esophageal squamous cell carcinoma (ESCC) patients. Peripheral blood circulating tumor cells (CTCs) expressing epithelial-mesenchymal transition markers were identified. Methods: Peripheral blood samples were collected from 71 patients with newly diagnosed ESCC and 40 healthy volunteers. CTCs were isolated using CanPatrol CTC enrichment technology. RNA-fluorescent in situ hybridization was used to phenotype the CTCs on the basis of epithelial and/or mesenchymal markers. Results: The median mesenchymal CTC counts in 71 patients were: 0 in 19 stage I patients, 2 in 31 stage II, and 3 in 21 stage III/IV. The overall diagnostic performance of total CTCs to correctly identify ESCC patients was 0.991. We observed a correlation between increases in tumor size or advanced stage and an increased number of mesenchymal CTCs (P < 0.05). Thirty-nine patients were administered two cycles of neoadjuvant chemotherapy and their therapeutic response was evaluated: 2 complete response, 20 partial response, 13 stable disease, and 4 progressive disease. After treatment, the positive rate of mesenchymal CTCs was 70.6% in the progressive and stable disease group versus 36.4% in the complete and partial response group (P = 0.05).
Introduction
Esophageal cancer is the eighth most common cancer in the world, with more than 450 000 new patients diagnosed per year and a five-year overall survival rate of only 15-25%. [1] [2] [3] Currently, surgical resection is the primary treatment for esophageal cancer but incidence and mortality rates remain high, and the remission rate after esophagectomy is relatively low. In addition, radical resection is only recommended for patients who can tolerate surgery and whose tumors can be complete removed. 4 Although endoscopy can detect esophageal cancer early, most tumors are diagnosed after regional (30%) or distant metastases (40%) have occurred, thus precluding the opportunity of surgery. 5 Therefore, a specific esophageal cancer marker that can predict the metastatic potential of a tumor would greatly help to select the optimum treatment and evaluate treatment efficacy.
In recent years, the role of peripheral blood circulating tumor cells (CTCs) in the metastasis of malignant tumors has gained attention. Studies have found that at the onset of cancer, malignant growth is localized to specific organs; eventually however, almost all tumors metastasize to distant organs via the bloodstream, and this distant metastasis is the leading cause of death of cancer patients. Metastasis begins with epithelial-mesenchymal transition (EMT), a phenomenon common in normal physiological processes, and critical during tumor invasion and metastasis. 6 It is characterized by the gradual evolution of epithelial cells into cells with mesenchymal properties, which enable them to invade the bloodstream and form various CTCs of specific phenotypes. 7, 8 The expression of mesenchymal cell surface markers on CTCs, such as vimentin and fibronectin, is linked with the tumor metastasis cascade. 9 By producing tumor cells of intermediate phenotypes, EMT is also responsible for primary tumor heterogeneity. Furthermore, the invasiveness resulting from EMT contributes to the production of more CTCs, which eventually extravasate and proliferate in distant tissues and organs, leading to metastasis. During formation of the metastatic lesion, a reverse EMT process can re-differentiate the tumor cells, thus completing the basic process of tumor metastasis. 6, 8 While CTC detection using epithelial markers has become common in recent years, classification of CTCs based on EMT phenotypes still faces many challenges. In this study, CanPatrol CTC enrichment technology was used to separate and classify CTCs into epithelial, hybrid, and mesenchymal based on the expression of epithelial and mesenchymal markers.
At present, the main factors determining the treatment regimen and prognostic evaluation of patients with ESCC are the location of the lesion, the depth of invasion, and the metastatic status at the time of diagnosis. However, there are reports of early-stage esophageal squamous cell carcinoma (ESCC) patients experiencing recurrence or distant metastasis shortly after treatment, as well as patients at advanced ESCC stage surviving much longer. 5, 10 There is a strong possibility that this is a result of the different molecular and biological properties of tumors, including the number of CTCs undergoing EMT. In addition, tumor transition from a localized to a systemic disease is accompanied by CTCs undergoing hematological and metastatic proliferation, which can be detected by different assays.
We assessed the correlation between the clinical stage and local progression of ESCC tumors with CTCs expressing EMT markers. However, it remains unclear whether such heterogeneity exists in CTCs from ESCC patients, and if it does exist, whether it is related to clinical stage, tumor metastasis, and remission of ESCC.
Methods Patients
Enrollment and clinical staging of tumors Patients diagnosed with ESCC at the Henan Provincial Cancer Hospital from November 2016 to March 2017 were enrolled in the study. Negative control blood samples were acquired from 40 healthy volunteers. The median age of the ESCC patients was 62.68 AE 7.99 years. Patients were subjected to endoscopic ultrasound (EUS), along-with chest and abdominal enhanced computed tomography (CT) scans to carry out a preoperative assessment of the clinical stage of ESCC and the status of distant metastasis. Test results were used to make a decision as to whether surgery should be performed. Patients with large tumors, tumor invasion to the adjacent structure, and multiple lymph node or organ metastases were excluded. The clinical staging of the tumors was evaluated according to the seventh edition of the Cancer Staging Manual published by the American Joint Committee on Cancer.
Neoadjuvant chemotherapy
Patients with locally advanced resectable ESCC (cT 1-4a N + M 0 or cT 3-4a N 0 M 0 ) who could not undergo direct surgery were administered two cycles of neoadjuvant chemotherapy consisting of intravenous (IV) drips of 70 mg/m 2 paclitaxel on days 1 and 8, and an IV drip of 30 mg/m 2 nedaplatin on days 1-3. Each chemotherapy cycle took three weeks, and diagnostic imaging was performed two weeks after the last chemotherapy to reevaluate the possibility of surgical treatment. None of the patients had received anti-tumor therapy prior to this treatment and none had a history of tumors.
Circulating tumor cell (CTC) enrichment and characterization
Isolation and enrichment of CTCs from peripheral blood The CanPatrol system (SurExam, Guangzhou, China) was used to isolate and enrich CTCs from peripheral blood, as previously described. 11 A venous puncture was made to collect a 5 mL blood sample from each subject into an ethylene-diamine-tetraacetic acid tube. The erythrocytes were then lysed using a red cell lysis buffer (154 mM NH4Cl, 10 mM KHCO3, and 0.1 mM ethylene-diaminetetraacetic acid in deionized water), and filtered out with an 8 μm diameter pore calibrated membrane (Millipore, Billerica, MA, USA). The filtration system consists of the following components: a filtration tube containing the membrane, a manifold vacuum plate with valve settings (SurExam); an E-Z 96 Vacuum Manifold (Omega, Norcross, GA, USA); and a mini table vacuum pump (Auto Science, Tianjin, China). Following filtration, the remaining cells were re-suspended in phosphate buffered saline containing 4% formaldehyde (Sigma, St. Louis, MO, USA) for five minutes, transferred into a filter tube, and re-filtered. The CTCs were separated and enriched from other blood cells on the basis of size differences between the CTCs and the other cells. 12 The pumping valve was set to generate a vacuum pressure of at least 0.08 MPa.
Thoracic Cancer 9 (2018) 956-966RNA fluorescence in situ hybridization (RNA-FISH) assay Circulating tumor cell phenotyping was performed using tri-colored RNA-fluorescence in situ hybridization (FISH) assay. The CTC phenotype specific nucleic acid probes, their sequences, and their fluorescent labels are shown in Table 1 .
Tri-colored RNA-FISH based on the signal amplification of branching DNA (bDNA) was performed. The sensitivity of this assay depends not on in vitro amplification of the target sequences but rather on the signal amplification of bDNA probes that bind to these sequences after direct binding of capture probes to the target sequences. The bDNA signal amplification probes contain three types of probe sequences: pre-amplification, amplification, and labeled probes. A specific and contiguous region on the pre-amplification sequence first hybridizes to the capture probes, followed by the hybridization of the remaining specific regions to multiple bDNA amplification sequences to create a branched structure. Finally, the fluorescent-labeled probes, whose sequences are complementary to the bDNA amplicons, hybridize to those amplicons to visualize the CTC specific target sequences. This method uses multiple RNA probes simultaneously to capture target cells, in this case CTCs. After the RNA probes hybridize to the target gene, the sensitivity of single copy messenger RNA detection can be multiplied through the fluorescence signal amplification system.
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Statistical analysis
The continuous variables that followed normal distribution were expressed as means and standard deviation, while those that did not fit into normal distribution were expressed as medians and quartiles. Categorical variables were expressed as frequency and percentage. A MannWhitney U test was used to analyze the statistical differences between the CTC counts of different N stages and treatment modalities. The correlation between tumor location, clinical staging, and CTC counts was analyzed using a Kruskal-Wallis H test. The correlation between tumor size and CTC counts was determined by Spearman's rank correlation analysis. A Fisher's exact test was used to analyze the correlation between the efficacy of neoadjuvant chemotherapy and the positive rate of mesenchymal CTCs, whereas the changes in mesenchymal CTC counts before and after treatment were analyzed using the Wilcoxon signed-rank test. Logistic regression analysis was conducted to ascertain whether mesenchymal CTCs were an independent factor influencing the treatment scheme. All P values were examined using two-sided tests and all statistical analyses were performed using SPSS version 21.0 (IBM Corp., Armonk, NY, USA) and Prism 5.0 (GraphPad Software Inc., San Diego, CA, USA). A P value of < 0.05 was considered statistically significant.
Results
Isolation of CTCs and phenotyping by RNA-FISH
Circulating tumor cells from 71 ESCC patients were enriched using the CanPatrol system. The CTC counts in different patients ranged from 0 to 104, with a median value of 20. Multiple RNA probes, each targeted against a different CTC-specific gene and labeled respectively with different fluorescent dyes, were used to subphenotype the CTCs. As shown in Figure 1 , epithelial CTCs showed red fluorescence (Fig 1a) , while mesenchymal CTCs showed green fluorescence (Fig 1c) , corresponding to their specific genes (i.e. EpCAM or CK, and vimentin and Twist), respectively. In addition, a third hybrid population of CTCs expressing both epithelial and mesenchymal specific genes was also observed (Fig 1b) .
The CTC classification criteria are summarized in Table 2 . The positive rates of epithelial, hybrid, and mesenchymal CTCs were 57.7%, 94.4%, and 64.8%, respectively. The total number of CTCs, the number of specific CTCs, and their distribution across various stratifications (such as age, gender, clinical stage etc.) are summarized in Table 3 .
The median values of epithelial, hybrid, and mesenchymal CTCs were 1 (interquartile range [IQR] 0-3), 16 (IQR 6-33), and 1 (IQR 0-4), respectively, with the hybrid CTCs accounting for the major proportion of total CTCs. In addition, the positive rates of epithelial, hybrid, and mesenchymal CTCs in the blood samples from 40 healthy volunteers in the negative control group were 27.5%, 7.5%, and 0%, respectively. To assess the diagnostic performance of specific CTC phenotypes and their combinations, receiver operating characteristic (ROC) curve analysis was performed. The area under the ROC curve of epithelial, hybrid, and mesenchymal CTCs were 0.668, 0.966, and 0.824, and the optimal cut-off values were 2, 1, and 0, respectively (Fig 2) . The results showed that the area under the curve (AUC) increased to 0.991 with the total CTCs (Table 4) .
Relationship between CTC subtype counts and clinicopathological features
Of the 71 patients, 19 were in stage I, 31 in stage II, and 21 in stage III or IV. The proportions of the specific CTCs in each patient and different clinical stages are shown in Figure 3a . The mesenchymal CTC counts across the different stages were statistically significant (P = 0.028) ( Table 3 ). As summarized in Table 3 , the median values of mesenchymal CTCs through stages I-III/IV were 0 (IQR 0-1.75), 2 (IQR 0-4.25), and 3 (IQR 0-7.5), respectively (Fig 3c) . Comparisons of mesenchymal CTCs and clinical stages showed that the number of mesenchymal CTCs in stage III/IV was significantly higher than that in stage I (P = 0.03) ( Table 5 ). In addition, comparison by KruskalWallis H test showed significant differences between the mesenchymal CTC counts of different T stages (Fig 3b) . The number of mesenchymal CTCs gradually increased with the T staging, with the maximum differences observed between T1 and T4, and T2 and T4 (P = 0.01) ( Table 5 ).
There was also a positive correlation between tumor size and mesenchymal CTC count (P = 0.035) ( Table 6 ). However, there was no statistical difference in the relationship between lymph node metastasis and mesenchymal CTC count (Fig 3e) .
Relationship between esophageal squamous cell carcinoma treatment modalities and mesenchymal CTC counts
Among the 71 patients, five had cervical esophageal cancer and were excluded. Forty-six of the remaining 66 patients met the criteria for surgery, five of whom declined surgery because of coronary heart disease (n = 2), poor pulmonary function (n = 1), or other reasons (n = 2). As shown in Multivariable analysis showed that only T staging (OR 11.86) was an independent factor affecting the choice of treatment modality, whereas the other variables were not statistically significant (Table 7) . Evaluation of therapeutic efficacy on the basis of mesenchymal CTC count
Neoadjuvant chemotherapy
The 39 patients unable to undergo direct surgery were administered two cycles of neoadjuvant chemotherapy, after which mesenchymal CTC counts were measured. The treatment response was evaluated on the basis of the Response Evaluation Criteria in Solid Tumors version 1.1, divided into complete response (CR, 2 cases), partial response (PR, 20 cases), stable disease (SD, 13 cases), and progressive disease (PD, 4 cases) ( Table 8 ). The mean assessment interval before and after treatment was 62.22 AE 12.73 days. The positive post-treatment rates were 36.4% (CR/PR) and 70.6% (SD/PD) (P = 0.05). Three blood samples were collected from each patient before the first round of chemotherapy and every 2-3 weeks after each round. The median time interval between the collections was 30.86 AE 4.39 days. The frequencies of multiple (2-3 times) positive mesenchymal CTC results were 31.8% (CR/PR) and 70.6% (SD/PD) (P = 0.03). There was a clear correlation between mesenchymal CTC count and the efficacy of neoadjuvant therapy in ESCC patients. However, because of the small sample size of this study, the relationship between a change in the mesenchymal CTC count and the efficacy of neoadjuvant therapy before and after treatment could not be evaluated.
Surgical treatment
Blood samples were collected from 26 of the 46 patients that underwent surgical treatment without neoadjuvant therapy two weeks after the surgery, and their CTC counts were measured. The postoperative number of mesenchymal CTCs increased significantly compared to the preoperative values (P = 0.037): the median preoperative and postoperative counts were 0 (0-11) and 2.5 (0-18), respectively. However, the total number of CTCs in postoperative patients decreased (Fig 4a) . Eighteen of 71 patients underwent four cycles of perioperative chemotherapy following the regimen described above. Blood samples were collected during their last hospital admission for follow-up and the mean interval from diagnosis to final blood collection was 148.5 (92-210) days. The mesenchymal CTC counts showed a clear downward trend during that interval (Fig 4b) ; however, this result was not statistically significant (P = 0.11), which might be a result of the small sample size.
Discussion
As a result of the advantages of minimal invasiveness and the ease of hematological tests, clinical diagnosis, pathological staging, curative effect assessment, and prognostic evaluation, CTCs enriched from peripheral blood have recently received much attention. Over the past decade, various techniques have been used to detect and isolate CTCs on the basis of phenotypical differences, although none has become the gold standard for CTC testing. 16 The capture and detection of CTCs by anti-EpCAM and CK antibodies is currently the only United States Food and Drug Administration approved CTC testing tool. The biggest drawback of this method is that it can only detect epithelial CTCs and not CTCs that no longer express epithelial markers. 17 Because these cells may have already undergone an EMT process and exhibit the characteristics of stem cells as a result, they can escape hematological detection by downregulating their epithelial markers and upregulating their mesenchymal markers, leading to false-negative results. 18 Vimentin and Twist, which are frequently expressed in tumor tissues, can promote tumor metastasis by inducing EMT. 19 Vimentin belongs to the family of intermediate filament proteins and is commonly expressed in mesenchymal cells.
14 In addition, the expression of vimentin in Figure 2 Receiver operating characteristic curves and area under the curves of circulating tumor cells (CTCs). tumor cells can promote tumor growth and invasion. Previous studies have demonstrated that vimentin is associated with N-cadherin upregulation. 15 Vimentin expression in breast cancer predicts a poor prognosis; Satelli et al. proposed that the CTC load detected by a combination of anti-vimentin and EpCAM antibodies could be a powerful predictor of the efficacy of breast cancer treatment. 20, 21 Twist, a transcriptional factor involved in cell differentiation, 22 is also a potential biomarker for EMT. 23, 24 A significant number of CTCs expressing Twist have been detected in the blood of breast, stomach, nasopharyngeal, colorectal, and 12, [25] [26] [27] [28] In addition, detection of the soluble fragment of CK19 (CYFRA 21-1) in the blood can be used to determine radiotherapy efficacy in ESCC. 29 However, the isolation and phenotyping of CTCs from ESCC patients is still in its infancy in China. We were able to detect and phenotype CTCs undergoing the EMT process using the two markers and also detected a small number of epithelial and hybrid CTCs in 40 subjects in the negative control. These results may be a result of vascular endothelial cell damage and shedding during venous puncture; therefore, the separation and phenotyping of CTCs can also effectively reduce false-positive results.
We used newly developed CanPatrol based CTC enrichment technology 11 and a set of fluorescent probes against the epithelial (EpCAM, CK) and mesenchymal (vimentin, Twist) markers to identify the CTC phenotypes. We were able to detect epithelial, mesenchymal, and hybrid CTCs 30 Our results emphasize the importance of the EMT process in tumor metastasis and CTC proliferation. However, the hybrid CTC count was not statistically correlated with ESCC clinical staging and treatment responsiveness (Table 3) . A possible explanation could be that hybrid CTCs may not represent a key step in the EMT process and distant metastasis of tumor cells. In addition, as hybrid CTCs also carry some epithelial antigens, it is impossible for hybrid CTCs to completely escape immune surveillance. Previous studies have shown that the anti-apoptotic ability and tumor-initiating potential of hybrid CTCs could be higher than that of mesenchymal CTCs, but only when they aggregate into CTC clusters. 30 However, CTC clusters were not detected in any of the 71 ESCC patients enrolled in this study. Nevertheless, we did find a correlation between higher mesenchymal CTC count and higher clinical tumor stage (P = 0.028) and larger tumor size (P = 0.035), indicating that the course of disease was longer or the likelihood of local progression was higher with increasing CTC load.
These findings may be useful to assist in choosing the proper course of treatment. Univariable logistical regression showed that the ESCC patients with a mesenchymal CTC count > 3 had a lower probability of tolerating surgery (OR 0.29). Nevertheless, multivariable analysis only identified T staging as an independent risk factor for surgical treatment. The reason for such a discrepancy could be the small sample size, which made the logistic regression model unstable. Further studies with larger cohorts need to be conducted to determine whether mesenchymal CTCs could be a suitable indicator to select treatment options.
Despite the association of mesenchymal CTCs with clinical T staging and tumor size, it is still unclear as to when the tumor starts to undergo the EMT process. 31 Although this question is beyond of the scope of this study, we demonstrated that larger tumor size corresponds to a greater ability to undergo EMT and produce mesenchymal CTCs. In fact, the detection of mesenchymal CTCs reflects the EMT process, which has been shown to bestow stem celllike characteristics on the tumor and enable the latter to resist radiotherapy and chemotherapy. We evaluated the efficacy of neoadjuvant chemotherapy in ESCC patients and found that patients with multiple positive results of mesenchymal CTCs before and after chemotherapy responded poorly to treatment. Consistent with previous findings, therefore, chemotherapy was well tolerated by the mesenchymal CTCs, most likely by resisting apoptotic signals and escaping immune surveillance. 8, 32 Esophageal squamous cell carcinoma is a very aggressive gastrointestinal malignancy and even surgical resection cannot prevent eventual recurrence and distant metastasis. Interestingly, a longitudinal comparison of preoperative and postoperative CTC counts in our cohort showed a decrease in total CTCs (P = 0.007), and an increase in mesenchymal CTCs (P = 0.037) in postoperative patients. These findings are consistent with the results of previous reports of the changes in CTCs before and after surgery; 33, 34 however, as these results were all based on epithelial markers, they should be interpreted with caution. The sudden increase in CTCs in the postoperative period is likely a result of the release of a large number of tumor cells in the bloodstream from tumor compression during surgery. However, some epithelial and hybrid CTCs rapidly undergo apoptosis in the peripheral blood, and the diminished tumor burden ceases the constant release of CTCs into the bloodstream, resulting in a decrease in total CTCs. On the other hand, the number of mesenchymal CTCs in the bloodstream eventually increases because EMT endows these cells with increased resistance to apoptotic signals and the ability to evade immune surveillance. In addition, because the patients could not eat for a certain period of time after esophagectomy, their nutritional status and immunity suffered post-surgery making it difficult to clear the mesenchymal CTC load in the peripheral blood and thus increasing the risk of postoperative recurrence and metastasis. This increased load also strongly indicates that postoperative chemotherapy may reduce the risk of postoperative metastasis in ESCC patients. However, the actual clinical value needs to be validated with further survival analysis. Nevertheless, for the 18 patients who underwent both surgery and perioperative chemotherapy, there was no significant difference in pretreatment and post-treatment mesenchymal CTC counts. Although the CTC count increased in four (20.2%) patients after treatment, imaging tests showed no signs of recurrence or metastasis. The reason for this increase needs to be investigated through follow-up observation and may be related to the shorter postoperative recovery time at the time of sample collection.
There are several limitations to this study. Because all patient data was obtained from the Department of Thoracic Surgery, there was selection bias in the patients enrolled and the number of late stage ESCC patients included was low. In addition, as vimentin and Twist immunolabeling of postoperative ESCC specimens was not conducted, direct evidence of EMT could not be obtained.
The isolation and quantification of mesenchymal CTCs is significant for evaluating the preoperative state and treatment efficacy of ESCC patients. Compared to previous studies that focused only on CTCs expressing epithelial markers, the information obtained from this study is more valuable for clinical application. We hypothesize that mesenchymal CTCs are a potent marker for prognostic assessment. However, because the application of this technology in ESCC research is still in its infancy, our results need to be validated by studies with a larger sample size.
